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[0008] -ttttt, *mw%b^Ti%Mfotir%wM^mmhtcm8mmmmL 

[0009] hp^, ^mmu, wT©[i]~[2o]^«#ti-^t^-efc§o 

[i] $xt<d (a) frb (c) <d\ ^ti^^M^tLx^-rummmmmi 

§|RNA 

(b) (a)©IliRNA^3- K1"3DNA 

(c) (b) (DDNA&ffAZfttc^??— 

[2] rMCRNAtfS, WTlitf5^-(Dfe^0^)(D17AA^[^MW^RNA^RNA 
t^tlft&RNA^^tp, [l]^fd*Omi^Jt«Wfj!lJ^J 

[3] rm^RNAdS, WTl»^(D^^(D17AA^^#fe«IB^J#-^: lid 
IEft(D^ia^J^^M^^RNAi^RNA^>teM^^RNAi^t?,[l]^|E^ii 

[4] ^M^RNA^^gB^iJ#-^: l^fB«(Z)^SeE^JiIE^J#-^: 2^ffifc(D^Sia^J 
£<Wl^3r^ti\ [l]lcsE<fe(D^J^^mttJfl!iJ^J 

[5] rS#lRNA;$\ £XT<D (a) ~ (c) <7)V ^^(CfEfc^DNA^-K^^RNA, 
*3 £t^RNAf£ftMl$&RNA£r^i?r SHRNATrfoS, [1] ^fEic^lBM^TfjlJ 

(a) ia^J#-^:9, 12, 14, Sfcft 16(DV ^tL^^-IEfc(D^ia^J^tpDNA 

(b) ia»^-:9, 12, 14, $tzmm\^tlMzmM<DMMmm^ttDNAbXhV 

y-J^b^WTX^^vy^irWUA 

(c) ia»-^-:ii, 13, 15, itfzmw^irtiMzmMnMMmm&isttDNA 
[6] mfommmmsfc-ehz, ii^^fD^nwmm^mmmmmmio 
[7] tj^«m«jfi«, AMiJi, aistt, ^M^m^-f 

[8] ot<a (a) ( c ) <d\ ^fi^mm^bx.x^'rmmmmmo 
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ItRNA 

(b) (a)(DrjiitRNA£=!— KfSDNA 

(c) (b) ©DNAflSffA&jT/fc^*— 

[9] rfi^RNA^, JsJLT^ (a) ~ (c) ©V ^ tb^^CfBtt(DDNAiC3— K&ftSRNA, 

o 

(a) ia^lJ#^-:9, 12, 14, £^16(7)1 vf tld^-IE^<Di^ga^JSr^t?DNA 

(b) |B«^-:9, 12, 14, tfcmW\^tlfrizmML<DMM&&\$^&DNAkXh}) 
y^^h^^TTv^^y^Xi-^DNA 

(c) ia^J#-^:ll, 13, 15, ^fll7COVN-f^^^fHic^SIS^J^-a-tpDNA 
[10] l0^^E^^hnyKyT^LT^$tLS^i^#mti-S, [8]£fc«[9]^fti 

[11] fIft«^*BJ!&-?fc3, [8]~[lO]<Z)V>-f^McfBic(Z)^J5^^f|^Jo 
[12] ^^»^HH^IJS», AMMJS&, &ifiL#!il0iiS,^^M^IfflJ^(DVN 
fWefcS, [8]-[10](DV>Tll^^-fBic(7)lBlS?Ef|3i^Jo 

[13] ^TO(a)30^(c)<?5V>Ttb/6^^l^iLT^«, M^»^l»Ji- 

(a) WTl5tf^^(7)^^jltl^^1iW^RNAt^RNA{^gMW^RNAi!^^rS 
ItRNA 

(b) (a)©rliRNA^- Ki~5DNA 

(c) (b^DNAiWA&h/fc^*- 

[14] rg^RNA^\ ^T<^ (a) ~ (c) (7)1 ^ti;HCffiic<Z>DNA^=f-- K^^RNA 

, *5J;«RNA(c:ffiM^^RNA^?>rsffiRNA-efe^, m^mm^MMo 

(a) ia^lJ#^-:9, 12, 14, tfcme<D\ ^W^mM&MMmm&iSttDNA 

(b) ia^!|#-^:9, 12, 14, &±m6<D\^nfr\cmM(D}&mm$:f;t?DNAbXhV 

(c) ia^j#-^-:ii, 13, 15, wtm7<D\^fiMz.mM<Dm.mmn^t^DNA 
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[15] UT<D(a)frb(c)(D\,^tlfr%ii®S)&ftkLX^ir^ 

mm im-rm^zmb^mmo 

ItRNA 

(b) (a)(Z)rfi^RNA^— K-f-SDNA 

(c) (b) ©DNA# jf A&frfc^*- 

[16] rm^RNA^\ ^T«>(a)~(c)©V^T^^-E^DNA^=i— K$tb5RNA 
, jSi'U^RNAlJl+BM^JfcRNASr^tfrm^RNA-efeS, [15]^fEic»»J 0 

(a) ia^J#-^:9, 12, 14, £fcm6<Z)l^T ^^C|Eit<Di^gB^JSr^tpDNA 

(b) @a^J#^:9, 12, 14, t7t^l6^V^ti7i^-fSic^ffl?IJ^^DNA^hy 
^^^h^frT^vN^'y^VXi-SDNA 

(c) ia?ij#:-^:ii, 13, 15, ^fcnn^^-rrit^tdm^Mm^i^DNA 

[17] ^T<D(a)^)^(c)(D^-fti7)^W^jc^^LT^1-^, »ISlC^V>T^h 

(a) WTl»fs^^^^0^!^taliW^RNAi:^RNA(Cffi#^^RNAi:^^rm 
ItRNA 

(b) (a)(Dr£^RNA^3— K-fSDNA 

(c) (b)<DDNA3$3JfA&frfc^*- 

[18] nr#tRNA#\ ^T<^(a)~(c)(7)V^-f^ i iCfBic(7)DNA^=f— K^^RNA 
, *5J:^RNA^|gMW^RNA^tprS^RNA^fc^, [17]^ffifc(D»J 0 

(a) ia^lJ#^-:9, 12, 14, Sfcft 16(DV ^tL^^-IEfc(D^ia^J^CpDNA 

(b) ia»-5§-:9, 12, 14, *7t«16(Z)V^tL7J^Cffiic^«^J^^DNA^hy 
V^^h/^f^T^v^^y^VXi-^DNA 

(c) ia»^-:ll, 13, 15, *fc»17(DV^^^-fE4!cCO^Sia^J^-a-|j>DNA 
[19] UT(D(a)frb(c)(D^Tnfa&^®)&ttbLX^1r%, m%m^(D^b?n 

(a)WTlitf5^-(Z)^^g^^ffi^W^RNA^RNA(^@M6^^RNAt^tfrm 
ItRNA 
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(b) (a)£>rJig(RNA£=i— K-fSDNA 

(c) (b) <DDNA&WA&tlft<<?#— 

[20] r£§|RNA#\ £XT<D (a) ~ (c) <D\ ^;ft;H-fEft»DNA^— K$tv5RNA 
, ^it^RNA^ffi^^^RNA^tprm^RNA-efeS, [19]^fEfc<D|l£lJ 0 

(a) E»-^:9, 12, 14, ^ttieOV^^^CfSftO^E^J^ti'DNA 

(b) BB#l#-^:9, 12, 14, *fettl6(7)V^^^-fSfc^»^J^^DNA^hy 

^^^b^^^T-evN^y^vxi-^DNA 

(c) ia^ij#^-:ll, 13, 15, *^:«l7<DV^nd^e:|E^<DifeSia^JSr^t?DNA 

[0010] [Hl]^^— §yWTl-siRNA(^j;SHT-l080|HIS(7)±i5SWfl!lJ^1-EI"efe ; 5o 

[g|2]^<^— SWTl-siRNA^i517AA(+) WT1 mRNA<D&^#lflHl£^1~^"Cfc 

So 

[03]-<^-iyWTl"siRNA(Z)^I^Mi^1-|llt:^o 
[04]^<^— MWTl-siRNACO«3t^1"B|-C& ; 5o 

[05]^^— SWTl-siRNA^i5WTl^^/^^^(D^^$IJ^i-^-efeS 0 
[06]^^-^WTl-siRNAfC«J;5*ji«JIS^5aWSlJ^i-E|-efc5o 
[07]^^-MWTl-siRNA^J;S0|fflJiS(D^mW0iJ^1-E|-trfcSo 
[g|8]-<^— SWTl-siRNA(Cj;50^J^<DT^h— V^Ofl^^t" 0"T?fc5 o 
[09]^^— MWTl-siRNAtCj;5MJ3a<DT^h-^(Df|?i^i"0"efe§ o 
[01O]^^-MWTl-siRNA(Cj;55h3^KyTlITO<Z)?^^^7F-r0Tfe5o 
[Elll]^^-MWTl- S iRNA^J;S5h3^KyTlimf5L<7)?^^^1-0-efc5o 
[0 12]-<^-MWTl-siRNA^»JKdry/^>^(7) Wffl J;§^S«»if 

[im3]^*-^WTl-siRNA&ft;lg#J:i^ 

[0l4]^^-MWTl-siRNA^J:SS«»K^y7^V^iSS:'l4(Z)Jt^^1-EI 
[015]^y^-MWTl-siRNA^J;SS»(D^b^S/KiS^tt(Dii^^-rEI'efe 
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•So 

[0011] ^9n<osiRNA{i, m^h^Tim^(D^mmmmfi¥j:RNA(Ty^'±y 

J*RNAgO *3 £tJ^RNA£ffiMl$&RNA(i?^;*RNAgO ^^LfcrSgCRNA-Cfc 

5 0 ^m^siRNA^mt^t^wTVM^fD^m^mntvxn, sirna^ 
iiAA^mz&fctzmmxhZo ^mm^x^iiAA %mitte. whs^t- 

WTlSf5^(Z)^^jgt/^l7AA«^1-5siRNA(7)ir^ffic7)^S@S^J^@a^J# 

[0012] siRNAfS, ^^^-e#|4^$^V^|5ffl(DM^^^5rSffiRNA^E*L, #14 

15~30^^1-5-^^T*^ o 
[0013] dsRNA^*5^SRNAfal±dW^Lfc^fi^RNA(Dg|3^-«. ^fc^LTV ^fc 

[0014] ^M©siRNA©7|c«g«5ttt, WTlit^^^Ja^RNAi^^J;(9fl]$ljL#St> 
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[0015] ^^©siRNAft, WTlitfci\ 0*L<ttl7AA(+)T^y:7*— A<D&gE#l£rS 
5^17AA(+)^«e^«f^&o-CV^^r^^0J1^d^^L-C#^(##^»6, 

^mmxh%mRNA<Dmmirz>mm. ^i7AA»(D^(Dis^j^jg^-r^ 

o S^L^^lcmi-^rm^RNASr, ^b^Win vilro-frfifc^ 7t~ ^RNAtfyy 
7— i?£fflWdn vitrofe^ife, ^n— WkcDNA £^fc^¥-^Lfc;gWsRNA 

o ^itf^'C'SfflLfethWTlitfH-T-^cDNAlS^J^ga^J#^6^^-t- 0 &WTl3tfc 
^(D17AA gB&J3, @a^J#^-6^^Lfc@E?iJ^Mll37f5Ld^Mll87fu^fe5o ft 
WTli&f^TO, NCBI GEN BANK NM_024426[C^^^fbTV ^ 0 

[0016] ^^©siRNA}*, wrmfc?w<Dim<D^<DMM&w&MzMmkft%mm 
%muu mm&ftixh£\<\ 

[0017] WTimfc?*<Dft1ZL^mm&i\kVXYZ. WTl^y^DNA^t§1500^ibJf§ 
1529& (S»:9) , ^2059(4^^^2088^ (HB?iJH^: 12) , ^2928&d>£>& 
2957^(1E^IJ#^-:14), 03256|^^^3285ju(7)^Sia^J(ia^J#^:16), ^fc 

«^^b©ia^t^by>^^H^#TTvN^y"y^vxi-5DNA(D^ia^j^ 

hfltzMM%h^ft=f- Orfj:fohM2(D#y-<7°?-y) ^DNA^c^RNA(D^^^ 
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XhVyit^hft&ftbl*, Wz-tt. ffift?, 42°C, 2 XSSC, 0.1%SDS©^#-T?*>9, 
$f^L<^50°C, 2XSSC, 0.1%SDS(D^#-efe«9^ ££>£0*L<I2, 65°C, 0.1 X 
SSC*3.ttr0.1%SDS©^#T?S)5aS, m^»^#t-#^flilJPfi§^V\ /M^W 

[0018] XhV^i?^bft&WTX^47V¥4XTZDNAb^Xl^ iD^L<«ia^j#^- 
:11, 13, 15, *^ltl7<7)V^-ftL*^C|Eit<D^SBB^JSr-^tpDNA^(f5rt^-e 

[0019] ^0J(Z)siRNA^, _hfBT^-fe^RNA®^3-K1-^DNA(aT, 7yft^ 
3— KDNA) ^^I/Jifd-fe^RNAfen— K"t"5DNAC£tT, tyxn- KDNA) £r 

^a— h*DNASr*5IWDNAi:l&IH"5o )» ±WTy^±y^—]^DNA]^^± 

•CTi^-fe^RNA, ■fe^RNA«i| 1 $-&siRNA^?l : ^$-&^r^T#§^\ 
ftfcjjfBift^A&^&tWc* fc, ±§BsiRNA38§iV;*7 t A&'<^- tdfiy^^Sn 

— , T^r/lM/K^^-, 7f7SiW^^-, V^S-TWAs?^? 

V4;VX^??--tj;¥ff^\fbtl%ff(y. Niitsu^, Molecular Medicine 35: 
1385-1395 (1998)), Z.tlbK$&fe£frl%h<DXfetj:\\ V4/V*s<9#—~1*ttte 
<, ^V^/V^DNACZanta M.A. et al., Gene delivery: a single nuclear localization 
signal peptide is sufficient to cany DNA to the cell nucleus. Proc Natl Acad Sci U S 
A. 1999 Jan 5;96(l):91-6\ %?VT— 1f»t££r#o£5&^fftDNA, ^fctenaked 
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plasmidti^^^?aS^ffiV" , §^li:^'^^-^(Li u p > Huang L. Improving plasmid 
DNA-mediated liver gene transfer by prolonging its retention in the hepatic 
vasculature. J. Gene Med. 2001 Nov-Dec;3(6):569-76) 
[0020] #|&K<Z)siRNA£3-Kf 5DNA£\ ^*-^{^&itr5#^©«J&£LTra\ 

±y^RNAm^±yb^ti^Hmmu ^.tib^yh^m^Kh^^m^ 

i5t7yf-fe^n- KDNA^-feV^=3— KDNAi^fpJt^iegLf^ia^X^^ 
^t^^j-^^o^-oOr^DNACsiRNA^-KDNA) i&Sflf ^£>M#J^ 

\.xmz-b%i% 0 z.&m&M'z, -fe^RNA, T>^±>*Rm(DTm^ftMm 

[0021] -<^^-{C#A1-^)^IKOsiRNA^-Ki-5DNAi:LTt^ tjf Wia^lJtfK^ 

}g^#o^7V^r-7^KRNA(self-complementary 'hairpin' RNA(hpRNA))§#5<fc 
5^=3 V^hy^b (Smith, N.A. et al. Nature, 407:319, 2000, Wesley, S.V. et al. Plant 
J. 27:581, 2001, Piccin, A. et al. Nucleic Acids Res. 29:E55, 2001)^1^5^^ 

[0022] mm i-*3v v-t, ^^la^j^^^^-^yKytr-ho^^^A^^^sa^jtt 
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#^ftt£toi^\ &^<mm^:i8\z.tm(Di&Mnm (io OP i) ttzmm 

: 3 ^ (D/V— 7°@a?ljAAAACTCGAGAAAA, J;«9^L< : 1 9 ^ffifc 

(Dmmm (io OP 2) &^if sr^m&So 

[0023] £fc, W£%s<^-frhT^±^RNA^ J k^?XNA&&&&l£Zffi)&bLXtt:, 
fflz.lt, T^-fe^=t— KDNA^it^-fe^^— KDNAOJi^^^r^tL poling 

[0024] HP^, ^W{C*3(tsr s iRNA(r^RNA)iSr=3— Ki-5DNAjli, siRNA<D»<Z) 
^^-K1~5-0(DDNA-efeo-Ct>,- : e^ ; etlO^^=3-K1-^2o(Z)DNA(D^l'p' 
«ott)it\ r s iRNA(rS^RNA)^=3-Ki-§DNA^^fX§tl^^ 

ott, siRNA(D^^(D^^lO(D^0^i:LT^?ai-S— oO^-tibot 
fc«fc<, siRNA(D^€^^^?ai-^20(Z)-<^--efco-Ct>j;V\ 
[0025] RNAiMl^DNAte, efcS&gte&V^ 4>&<£*70 

09*.tf, 96,97,98,99%^ J:) <D|E^J<D|^H4£#«o i&tt?iJcD^-'|4te, 
Karlin and Altschul(£cfc5T/^yXi*BLAST(Proc. Natl. Acad. Sei. USA 
90:5873-5877, 1993)(C < toT^S v fS^t^"C#5o r©TAc*yXAl;:g-3VvT\ 
BLASTNi!t^tftl,?)7 0 n^7A^|||^$tLTV^^(Altschul et al. J. Mol. 
Biol.215:403-410, 1990) o BLAST^S^V^TBLASTNi^io-C^tt^J^^fi-?) 

^— te/ci:x.tfscore - 100, wordlength = 12£fZ>o BLASTS 
Gapped BLAST? v?7J>>$:J8\^1&&K^ &?V?yJ*(D'fy*/VW<7?l—#— 

[0026] «K»siRNA, ^siRNA^n— K1~5DNA, KDNAi&SjfA&tl/fc^*— tt\ Ztl 
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[0027] ^mmmMmmi tLxit, mmmmm^ mnmmm?m, ^tcim 

[0028] m%}%\%, -m¥&mxh-oxi>£\^u h^-^mm^mmLtcmK^m^K 
[0029] ^.mmK&tfz, mmmT?$h-i/xmmmtLxn, »m^<mh^>h 9 vr 
[0030] ^mm^mm^wmmmMuwrnm^^x^y^rmm^m^, 

[0031] ^mmizm^xmm^m^m^m^nmmmn, mm^tift^K m 
xwmm<Dm%mm%£fo%mmftmmMi*, mm^tim^K *mx» 
[0032] *mm<DmM<DW&t>mn$tiz>Mfa}z, wTVMfcttmm-z>M$fa-?foz> 0 - 

■urn, ws> mm, ^.tcn^^y^b-^^nmmm^m^ir^t^x^ 

WMtik. £fcMSM, J;D0*L<«, HT-1080, HL-60, SW620, 

[0033] ^mm<DMM&mmmmmm&tLx&m-t%m&fe. m±mMitir^t^x 
%%>o mnm^'x^ m^±.nm^ti^m^M^m^ir^t^x^ 0 
n^mm&MtLx, wmmmmmL mmu mwn, % 
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m\, mmm, mmm, mmm, m^ni mmm. mmk mm^i&mm. mm 

^-xbmrn. 4-mnmt\,xmmL mi mm. tti, mmm, ^mm 
mmmfhti, ^m^^^xu^m^u^M^m^^fc^moMm^ 

-<??-&mir%^bftX^Z 0 R^mthXl^ Mx-ftm vivoSs&itfex vivo 

mmf%^htfx%% 0 

*wmmfc&\,^x$mzht£±x(Dftft&.ffij:m-z, mmtLx^mmm 

[oo34] ur, *%mzmMmizm^&v&ft$}imwirz> 0 to^, ^mmizrmm 

[oo35] &T<Dmmwx\x m^wmmmmmm, mm^mmm m-mo, nwmm 
az-521, M§twmi&sw62o&£T$m^mn'&&famM8& HL-eot, mowrm 

^M^Xh^BWm^ PC-14£fflV^c 0 HT-1080, AZ-521*5J;0PC-14« 
DMEM 10%FBS-a-^"^Jft, SW620:Joi;UTTL-60teRPMI 10%FBS-^i$Jfi-C:\ 37°C, 

5%co rxm^tco 

2 

[0036] [^Jgf!jl]WTljtf5^mRNA \7AA^&&WMtlT&siRUA^l&'<?¥— <DftM 

5'- C CCT TCT GTC CAT TTC ACT GAG CTG GAG CT 
-AAAACTCGAGAAAA ^^XhoIlMh^fr) - 
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-AG CTC CAG CTC AGT GAA ATG GAC AGA AGG G 
(WMRNA<D±yx${-ZOmer-$:^— K1~5DNA) - 
-GGTACCCCGGATATCTTTTTTT-3' 
[0037] _hfEDNA^siRNA^?a^<^— (D^D— n>^^f4^#AL, WRI4^y^— 

-§-&5 it/csiRNA^Ja^^^— (pPuro-tRNA-SKE vector)-^ L/c G 
pPuro-tRNA-SKE vector<Dftb<9^ piGENEtRNA Pur Vector (^n— yf^tt) 

[0038] WTlit^^mRNA<7)4ft<7)T>ry7d— A<Z)*figE^J&^#j£-f"5siRNA3& 

Ja^y^-^LT, WRI3-^-£fE$!JUc 0 WRI3-^-f3, 
aag gtg get cct aag ttc ate tga ttc cag(T^"t>^RNA§|£f=i— K1~£DNA, IB^J 

ctg gaa tea gat gaa ctt agg age cac ctt(*fe^RNAS^§r=i— Ki~5DNA N IB^IJ#t§-5) 

j5»£>ii3o&-e&5 0 

[0039] [|£Jfe0!J2] j»HJiai#3l*5«J:t5siRNA|S^^-<D^A 

WTl£frl5 J ?-£:iSJ3§?St* ^Fibrosarcoma cell line HT-1080lB»10%"a"Dulbecco' 
s Modified Medium(DMEM) tp-CJg^Uto hy7V^XLfcHT-1080^HS^2xl0 4 
cells/2ml£6 well plate^t, 24B#ftII£SCFugene 6 (ROCHE)^V^"CWRI4^^ 
-h^n&^^—l ix g£HT-1080«^llALfc: o 
[0040] [^f!j3]siRNA^Ja-<^^-^J;§HT-1080^^(DJ^^ffjlJ 

VVRI4^^-tCj;5iNBii&^mW®Jam^^L^„^^^-Sr^ALfcHT-1080 
IB», 24h, 48h, *fd272hig#U «m^SLfc 0 m$kV>WW&, 

[0041] HT-1080»t-WTl fc^ffSsiRNA&JS^*— Al~5i:=* Vhn— 

^-^AL/c^iCi:b^E^HT-1080«(Z)^»WffjljL/Co ffill ^ 

[0042] *fc, WRI3|&J&^^-£OT-1080«[C3jfAU MJM«J$);|i:£^L/c 
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[0043] [HJfe^4]siRNA5IS-<^— fcXZWTWAA mRNA(D^U$PM 

WRI4^?— ^<£SWT117AA mRNA(D^Ja^$lJ^^RT-PCR^{Cj;i9^Lfc 

o 

[0044] HT-1080«2xl0 4 |fflJ§S^LWri 17AA^&^t*5RNAi3&^<:?*— WRI-4 
*^Lf4S^^— 2/i g£Fugene6 (Roche)^fflV^-CLipofection^j;<9lPJ^rt{^3iAL 
fc 0 ^A«Hr^«£0iRUi o M£hy:7V^XLPBS^T20}»iL 
TrizolSrffiV^total RNA£#tfiU 2ja g<Z)total RNA£i@[£U dT primer&JB V , » 
MMLV reverse transcriptase#ftT"CcDNA^^j^L^ 0 WTl<D17AAgMfr£r 
f3&tf £5 ^^IfLfc^^- 1 ?— Vfy^— 5 ' - gac ctg gaa tea gat gaa ctt ag -3 ' ( 
UVm^7)RW);<—^y^— 5'- gag aac ttt cgc tga caa gtt -3' 
8) £^TPCR£ff l\ ^(DPCRmyO&TJfu— ^ ^^mMM-Wi^ff oT, 
WT1 17AA(+)io£m7AA(-) mRNAW&IIfcol^TfllflfU^ 

[0045] ^^H2^^1- 0 WRI-4^^^-£^ALfc«WAA(+) WT1 mRNAO 

[0046] [HJS#ij5] siRNA vectors(D#^ 

loopl@S^J(40nt, @B»^-: 18)^tfWTlmIWAl£#MftftIB?iJ ( "fe^i* 
(30nt) - loopl(40nt, ga#l#-S§-: 18) - T^i?^$g(30nt) )<D^)^^V^Y^\ 
II, *5j:tJ ? loop2@a^J(10nt : human pre-miR-23CDloopHE^J, SS?IJ#^: 19)^tf 
WTlmRNA^#MWft@fi^J( i2^§l(30nt) - loop2(10nt, IB^^: 19) - 
-fe^§|(30nt) )(D^-U^^^^K^5 W^LfcOapan Bio Serviced ^flb(D 
Hr])dt%9Vjltf-)F&7~— U^Lfc^piGENEtRNA Pur Vector (Clonetech)<Z)tRNA 
Val promoter(DT^^^f AL, loopl(40m\ ffi^J#^: 18)£r£tfdsRNA£i&^t-5 
loopl-WRI-4, $o£Tf, loop2(10nt)^tfdsRNA^¥1-§WRI-4, WRI-4m, 
WRI-16m, WRI-17m, *5j;0WRI-18m(Dtf6®S»siRNA vector^SLfc 0 Z.flh 
(D?hmb^:^tlX\^h(D\$-<?$— MWT-siRNAtDa^^rtifeS^feiCir^ 
fU-^M£if AL7cia^J^O^^^--efe^ 0 ^JVPtUAsiRNA vector(DtlW^ 

&*3j;TJWJ£ria3, EK&itmi^-fo 
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a:sense sequenceOOT^^^MO^ASr/J^^o 
b:loop 1 <£> jlB^U fiAAAACTCGAGAAAAAAGGGAGC 

ACAACCATCTGCATTTGAGAGG(E^J#^:18X loop2©E^JfSCTTCCTGTCA( 

[0048] s<W— MWTl-siRNA iCiSWTlJftfS^-^JSWlTfjlJ 

WTlmRNA<7)#* t£W$L Wk^h^mM<n-<?9— MWTl-siRNA : 
loopl-WRI4, WRI-4, WRI-4m, WRI-16m.WRI 17m, WRI-18m^^WRI-4m, 
WRI-16m,WRI17m, WRI-18mCO|g i '^^! (g|3, g]4^oj;t>^l )(DW$$fcWRtt& 

[0049] HT-1080»£6@ig<D-^— MWTl-siRNA, fc£WiMock-<^— "CiMli: 

[0050] siRNA vectors^ £l^Mock^<^— fcX&t&mfeSXT <DJM"??f ofc a ffj 0 ^6 

well plate (C;fWc2«^ 31 0 WTl-siRNA expression vector, fcilFMocW^— £ 
FuGENE6 ( Roche ) %m^^Xytfy^sn>^£X)YT^y^YK : %1%&'&, 3 0 

:}oft5WTl^/^(D|§^l^/V£fi?WLfc 0 
[0051] ^^^>^n^h0^f{t|^T(7)X@l:tfofe o siRNA^Ji^^-, ^oil^Mock 

/^©SrSDS-PAGEt^T^fl^x PVDF^^7V^{C^Lfc 0 1^{£^£iWT1#l 
ffcC-19 (Santa Cruz Biotechnology) , ^fb^o^C^ffi Pharmingen X £fcf2#i; 
GAPDH$r[$:(Chernicon)£r, 2#:£ri#:(«lALP conjugated antirabbit^fdiantimouse 
(Santa Cruz Biotechnology) £rfflV^TBCIP-NBT ^h/MCT^-feU/Co 
[0052] ±M(Dp=c^>y"nyYU j &r^^ WTlSr&lfttUfc^Ttf)^*-- 1WT 

l-siRNA^oTWTl^^/^^m^iSTLTV^r^^B^^^^o^ -ft£>tf> 
5^, WRI-4, WRI-4m, WRI-16m, WRI-18m , joJ;tA¥RI-4m+16m+17m+lm8-eM 
J$Lfc*§£\ mock-<^-^AL^(D^l;r:-<^^/^^(Z)^iaw-</V^10~20% 
<D^-</M^-e{£TU/c/$\ loopl-WRI-4, WRI-17(£j;^fflL;/c^VVTl^/^ 
<£^3!<«T^@Ste^&^ofc (05) 0 
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[0053] imMm7]^¥~mwTi-siRNAK£%mmM&<DWTmm^mnu 

— MWTl-siRNA loopl-WRI4, WRI-4, WRI-4m, WRI-16m,WRI17m, 

WRI-18m^fc«, WRI-4m, WRI-16m,WRI17m, ^XXMfRl-18m(DU^^)^AW2 

muto j&d^wRi-4m«9o%^±±i m^uhtco ztifrttLxwrmmmMfo 

WPC-UftpWMMz.^ ^XmUMcO^^— ^WTl-siRNA(DV llOMCJ: 
oTtlBlS»{liJflTf!IJ$tL^^^o^ (g|6) 0 
[0054] £^2g|g<Z)^^— MWTl-siRNA ( WRI-4m3o J^WRI-lBm )^g^r (Z)WT1^ 

Ml*, AZ-521 W&jftBR SW620^MlHJ^^J;U ? HL-60ai&L^^|g^#AL72 

[0055] ^_h£)^JI:, 3®1"-<r^WTl^^|fflJ3S^*5V ^TWRMm fe^tf WRI-16m "C 

O^a^Mock vector-eo^a^l:b-<WiB(Cii5g^f|jlJLfc(07) o 
[0056] [HJ&$J8] §!iWTl-siRNA^j;§T^h— i/^(D#3i 

^^-MWTl-siRNA^j;§^^^(n^WJfl!U»#ff^^b^^-«fcfe^, ^ 

S<DWT1^MS^HT-1080, AZ-521^j;^J ? WTl#^^al0J5^PC-14^C^V^-C 
WRI-4m^a^AnnexinV-FITC^oJ;OT-erS^feL, 7n- f-^b^hy— ^T^ff 

[0057] yvi-^b^hv-K^r^h-^m^^rfoiMKxm^tzo *1\ r^h 

— v^fBI&^tB-f 1.0 X 10 5 fi(7)|ffl^?rPBS-e»Lfc:^MEBCYTO 

Apoptosis kit (Medical and Biological Laboratories Co., Ltd, Nagoya, JapaiOSr^V 1 
TAnnexin V-FITC, &£X?PlK£V)mU.Xl5ftmfc)i^%k&Ltc 0 Z.tltb<Dffl%&% 
FACScan flowcytometer (Becton Dickinson, San Jose, CA) X°M W Annexin 

[0058] SX±(Dffi^ WRI-4mMffiftWTlM»ftHT-1080^JJS»71.1%, AZ-521« 
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PC-14l!l*5V^Tr4, WRI-4mM3®«T^°h— vC*g:M?SUi^ofc( 08*5j;tfla9 ) G 
[0059] [MMMQ] ^??-mWTl-siRUAK£Z*b^>WTmmmn%: 

O^^^Sr^bd^Jl-fSfcfe^x WT1^|0J»HT-1O8O|0J^ N WT1#|§|&« 

[0060] T#h— S^ft^C ^VTmnfiXOmt ( A fm) 0>#9lrf3\ MitoLight 
apoptosis detection kit (Chemicon)^fflV ^Ttf o^ 0 T*Kh— iy^BW^MM^b 
^^KyT^fefe^^«MitoLight^tf/^5/7r-i-"C37°C, 15^y^-^~iy 
a^U FACScan<DFL2^^/M^T^Lfc 0 

[0061] J^_ktf)|£JI:, WTl^^B«^fo5HT-1080^3ol ^TWRI-4m^a^Mock 

^^^fcSPC-H^^V^T^WRI^m^a^^h^^KyTJ^m^O^^^^L 
[0062] [H«10] ^^^-MWTl-siRNAi^;^^j(DM^J;5^^mm«J$IJ(D^5S 

m^m(D^<mb^yb^T^^m^mzxmmm^r^b-^m^ 

« 0 ^^h^^KyT(DSim^?^*^5^^^--§!|WTl-siRNA^^#^^J 
-C«^V^^#x.7h 0 ZZre^fP— ^WTl-siRNA (WRI-4m&5VM3WRI-16m)#t 

[0063] siRNA^^-^^^^RJ, death ligand£<7){#ffl f^TOX^-J^Tofco ttf 
0 f^6 well plate^»£^, 10^- MWTl-siRNA, ^oi^Mock^^— £ 
FuGENE6 ( Roche ) grffiV^TUxK^^Va^ife^.tDtransientt^^^r, 48^1^: 
25 n U(D^Y^yY{ WAKO ), 0.2 n McDK^rV 7VtW( Sigma )^c^50mg/ml(Z) 
TNF-related apoptosis-inducing ligand (TRAIL) (Peprotech)^$^C24H#F^M3IL/c 
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O 

[0064] Wjfe^k. SWTl-siRNAfcK^ry/Mf ^yfcSV M^h^vWfjfffl {£±9 

ht- losoMjsK^y/wf v-^fcsv ^x.btfwmn k< ^-<^iSii^t^WTfjiji- 

[0065] $^iC^^^-^WTl-siRNAM».#©^^^J^^i-SliStt^^f1-5fcfe^ 
1"J;5 i-HT- 1080101^^^1 ^T^^^—MWTl-siRNAM^j;DK^y/^V>*D 

[0066] immmiii ^^-MwTi-siRNA^^^^j^f^^^^^^^Kyr^i-s 

[0067] ^^^-SWTl-siRNA^^^S^j^^^J;^^^Jf^^f)jlj(Di|^^^l>r3yKy 

[0068] ^h^VKyT^^^^©^O^hyn^C^m^#^f«WT^X^iTtf ofc 0 #IJft 
SrPBS-C^#-L, 7K^LfeSTE/^5/7r—(250mM sucrose, 25mM Tris, and ImM 
EDTA, pH6.8)-C^L, 15,000lHfel5^M'^Lfc o _h?t^#m^2x Laemieli's SDS 
^^/W^y^r-^^L^^y^ynyh^iCigffii-5*^-20r^#Lfe o 

[0069] &>±<DimT<Dffi&. Ml6^iT£yl<CWRl-4mt^n^n<DMMb<Dimmm%k 

[0070] -<y^— MWTl-siRNAirK^y/H:^^, ^h*VKfo3V^TRAIL<Z)^;^;Jxi:<Z) 
fffflMm^^^^KyTJ^m^n-f-^hyhy-^^lfffiL^o WRI-4mfcK 
3ry/MfV^ WRI-4m^^h^^K^^Mai-^r^-C\ ^L^^j^^^^b^ 
^h3>KyTMfu(Z)^^^^«^tbfc(017$3j;t;Ell8) o 

[0071] £hicm$MfftteTtfb-i/xmmMtLxm a ^^-cv^TRAiL^yy-s 

WTl-siRNA(D#ffl^(^oV \**y/l'}?*/> J $>x.btf*s} t b<Dfft 
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[0072] j&m laot, WTlit^(7)^m^*6^l-»Tj!IJ-r§^^^^§siRNA, 

[oo73] wTiit^ft, s«^^?a-rs^i^^^Tv^^^^, ^mm^mMit 
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[i] £iT(D (a) fab (c) (d\ ^tifa^®&tttLx^ir%MmmmmmMo 

ItRNA 

(b) (a)©rflRNA^- K-f5DNA 

(c) (b) (DDNA^jf A£tltc<??- 

[2] ri^RNA^S, WTl*fs^-(Dfe^»(7)17AA^i^ffiM^^RNA^RNA^ffi 

[3] rS^RNA^\ WTlitfs^-(D^»»17AA^ui-#i^i-SIS?IJ#^-: l^fSfc 

[5] rS^RNA^\ OT?> (a) ~ (c)<Z)^T^^-iB^DNA^^-K$^RNA, *3J; 
tK^RNA^t@M6^^RNA^ti>rm^RNA-e^, ft jfcgl K&1fc<Dmi&i%ffl& 

mm 

>v ? 3 l>^/^^^TTv^^yy^vxi-^DNA 

(c)PE^J#-^:ll, 13, 15, ^fcmi(D\^irfhMCtm(D&mmm^t?DNA 

[6] ummmmmi&vh^ mMm-5<D\ ^tifa\mm<Dmj\mmmmmo 
[7] ^wmmmmiajis, xffiffiffl^ &ikmmm, mtciz'nmmmw^tifa 

[8] J^T(75 (a) fab (c) (DV ^^^T^Jc^irLT^^T-r^lfflJ^^M^Jo 

( a ) wTm^(Dm^Mm^^^RNAtmRm\m^m^RNAt^^r.m 

ItRNA 

(b) (a)<D~M^RNASr=i— Kf 5DNA 

(c) (b) (DDNA^WA^tlfc^^- 
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Mo 

(a) ia»-^:9, 12, 14, ^{116(DV^TtL^^-fEf^©^la^J^^PDNA 

(b) E«-5§-:9, 12, 14, ±Tcm6<D\^tiMcmM(Dm.mm$:f;t?DNAbXhV 
y^ybft^kfcTX^y'VF'^^ir&DNA 

(c) mn^:iu 13, 15, itfcmw^irtifrfcmMnMMBn^ttDNA 

(a) WTl3tfs^^^^0#!^taliW^RNAi:^RNA(Cffi#^^RNAi:^^rm 
§|RNA 

(b) (a)(Dr£^RNA^3— Kf^DNA 

(c) (b)<DDNAriS#A&fc/fc^*- 

rg#|RNA#\ |^T^(a)~(c)OV^^ i iCfBic^DNA^=3— K^tL^RNA, 
^RNA^tSM W^RNA^ti>r S^RNA^fc^ , ffM 1 3 ^ffifc©»J 0 

(a) ia^lJ#^-:9, 12, 14, Sfcft 16(DV ^tL^^-IEfc(D^ia^J^tpDNA 

(b) ia»-5§-:9, 12, 14, *fcf*160V^i*tl>6^c:|a<fe©igSSa^ISr^tpDNA^hy 
V^^h/^f^T^v^^y^VXi-^DNA 

(c) ia»^-:ll, 13, 15, *fc»17(DV>i ;i: ^^CfE4!c^Sia^J^-a-|j>DNA 
J^T» (a) (c) <DV ^T^^#«^iLT^#1-5, «»»|0^«^J 

(a) WTia^ofe^g^ KffiffimftRmtMRwmMttRNAk&^fo ri 

IIRNA 
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(b) (a)«Il|RNA^- K-f-SDNA 

(c) (b) (DDNAtfWA£tltc<??— 

[16] rS^RNA^\ £XT(D (a) ~ (c^l^friH-fEfc^DNA^ — K£;Jx3RNA, $o£ 

(a) E»-^:9, 12, 14, ^ttieOV^^^CfSftO^E^J^ti'DNA 

(b) @a«^-:9, 12, 14, tfcl*16(7)V^^^-ffiic^»^J^^DNA^hy 
^^^b^^f^T^vN^y^VXi-^DNA 

(c) ia»^-:ll, 13, 15, $&cm7<D^1FhMzmM<D&M®fflfc£ttDNA 
[17] J^T^(a)^^(c)(DV^^^«^^LT^1-5, ^«^V^b^^K 

(amTimB^^mm^mm^RNAmRwmm^R^At^^m 

§|RNA 

(b) (a)rorllRNA^- K1~5DNA 

(c) (b) (DDNAffiWA^frltc^-PP— 

[18] rmHRNA/^ WT^(a)~(c)OV>i*^ i ^iBifeODNA(!:=i-K§iT^RNA, *3«fc 
^RNA^t@M^^RNA^tf^m^RNA-e$>?.,ft^«17(iffi4!4^^J 0 

(a) IE^IJS^-:9, 12, 14, £/cm6<7)l vf tlfr\Z.&M(DMMm\l&iSttDNA 

(b) ia»^-:9, 12, 14, %tcm6(D\^irnfrKtm<Di&Mmm$:^fcDNAbXhV 

vv ; 3 l^^/^^4 : T"Cv^^y^vxi-^DNA 

(c) @a^J#^-:ll, 13, 15, $Ltzm7<D\,^tlMzmM<Ol&M&l\fr£ttDNA 

[19] £J,T(D (a) frh (c) (DV ^T^^^r^^irLT^^T-rS, Mti&n^<D^h?vJ*C(D 

( a ) wTmi^r<D^mm^w^RNAtmRm\mm^RNAt^^r.m 

ItRNA 

(b) (a)(Dr.MBRNA&=i— K1~5DNA 

(c) (b) ©DNA^if A^fc^^— 

[20] rg§|RNA#\ J^T» (a) ~ (c) OV^tX/H^IE^DNA^ — K^^RNA, 

T$mRwmmwRm&^t?r.MMRNAx»h%,mMm9KmM<DMMo 



WO 2005/092394 



27 



PCT/JP2005/005824 



(c)ia^ij#^-:ii, 13, 15, ttmi^iTihfrfcmMtDi&mm&^&DNA 
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